Targeting P-selectin blocks neuroblastoma growth

SUPPLEMENTARY MATERIALS Tissue microarrays (TMA)
Paraffin-embedded neuroblastoma patient tumor samples were obtained as a TMA from the Children's Oncology Group Neuroblastoma Biology Committee and the Biopathology Center in Columbus, OH based on approval from institutional review board. Slides were deparaffinized and rehydrated. Heat-mediated antigen retrieval was performed using a vegetable steamer (25 minutes in 0.01 M citrate buffer pH 6.0). Endogenous peroxidase was blocked with 3% hydrogen peroxide and slides were blocked with fish gelatin (Biotium). Primary antibodies were incubated for 45 min. Slides were washed and incubated with 4plus biotinylated goat ɑ-mouse IgG (Biocare Medical) for 40 min, washed and again incubated with 4plus streptavidin-HRP (Biocare Medical) for 20 min. Immunoreaction was detected with stable diaminobenzidine (Invitrogen) and Gill #3 hematoxylin (Sigma-Aldrich) was used for background staining. Primary antibodies used were to mouse ɑ-human P-selectin (LS-B3656, clone Psel.KO.2.5, LifeSpan BioSciences) and mouse ɑ-human PSGL-1 (MAB4092, clone KPL1, EMD Millipore).
CD45 Immunohistochemistry
Sections of paraffin-embedded SK-N-BE(2) tumors in mice were initially treated as above. Slides were blocked with 5% goat serum for 1 h, followed by overnight incubation at +4 o C with rat ɑ-mouse CD45 (clone 30-F11, Tonbo Biosciences) antibodies at concentration of 1 μg/ml. After incubating with HRP ɑ-rat antibodies (BioRad, 1:100) for 2 hrs the immunostaining was detected as above. Images were captured using inverted Nikon Eclipse Ti-E microscope and NIS-Elements imaging software.
Staining for CyTOF
Cells were washed twice and incubated in PBS, detached by trituration and suspended into PBS containing Ca 2+ , Mg 2+ and 2% FBS. Cells were filtered through 35 μm mesh, stained by Trypan Blue and counted using Cellometer Vision CBA (Nexcelom Bioscience) imaging cytometer. 1 million cells per sample were treated with Fc and E-, L-and P-selectin-Fc (both at 10 μg/ml) for 30 and 60 min at RT. Cells were washed with PBS containing Ca
2+
, Mg 2+ and fixed with 1.6% methanolfree formaldehyde (Polysciences) for 10 min at RT. After fixation samples were washed twice with 0.5% BSA (IgGFree, Protease-Free BSA, Jackson ImmunoResearch) in PBS and stored at +4 o C overnight. Staining protocol was provided by MD Anderson Flow Cytometry Core. Briefly, cells were washed with 0.5% BSA in PBS and incubated 30 min at RT with antibodies against surface markers. Cells were washed once in above buffer and stained with cisplatin (Cell-ID TM Cisplatin, Fluidigm), even though cells were already fixed. Samples were washed thrice with 0.5% BSA in PBS and then permeabilized with cold methanol, washed again twice and incubated with antibodies against intracellular proteins for 1h at RT. Samples were washed thrice with 0.5% BSA in PBS and stained by 100 nM Ir-intercalator (Cell-ID TM IntercalatorIr, Fluidigm), 1.6% formaldehyde in PBS overnight. On the following day samples were washed twice with 0.5% BSA in PBS, suspended in 0.1% BSA in water, filtered through 35 μm mesh and counted. Depending on sample cell recovery was between 500 000 and 800 000 cells. 
